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PUC18/T7(+)HVJRz 
181 54 bp 
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Fig. 2 



^-E I. S . j .EcqRV, . 

TAAGAAAA4C TTjAGGGTGAA AjGAAATTTCA CCTAACACGG CGO ATGGCA l GATATt TAT/ l 



GATTCCCTAA GTTCTCATAT GAGGATAACG GTACTGTGGA GCCCCTGCCT CTGAGAACTO 
GTCCGGATAA GAAAGCCATC GCCCACATCA GGATTGTCAA GGTAGGAGTC CCTCCTAAAC 
ATGGAGTGAG ATACCTAGAT TTATTGCTCT TGGGTTTCTT TGAGACACCG AAACAAACA/l 



CCAATCTAGG GAGCGTATCT GACTTGACAG AGCCGACCAG CTACTCAATA TGCGGCTCOi 

primer M-1 stul 
GGTCGTTACC CATAGGTGTG GCCAAATACT ACGGGACTGA TCAGGAACT C TTA/ 
3sal 

|rnATrr cagaatt^g gtgaggagga ctgttcgagc aggagagatg atcgtataca 

Xcml primer M-2 



TGGTGGATTC GATTGGTGCT |CCACTCCTAC CATG^ TCAG ^ CAGGCTGAGA CAGGGAATG/ l 



rAJTTTAATGC AAACAAGGTC GCACTAGCTC CCCAATGCCT CCCTGTGGAC AAGGACATM 
GACTCAGAGT GGTGTTTGTC AATGGGACAT CTCTAGGGGC AATCACCATA GCCAAGATCC 
CAAAGACCCT TGCAGACCTT GCATTGCCCA ACTCTATATC CGTTAATTTA CTGGTGACAC 
TCAAGACCGG GATCTCCACA GAACAAAAGG GGGTACTCCC AGTACTTGAT GATCAAGGGG 
/\GAAAAAGCT CAATTTTATG GTGCACCTCG GGTTGATCAG GAGAAAGGTC GGGAAGATA 
ACTCTGTTGA GTACTGCAAG AGCAAGATTG AGAGAATGCG GCTGATTTTC TCACTTGGG 
TAATCGGCGG TATAAGCTTC CATGTTCAGG TTATTGGGAC ACTATCTAAG ACATTCATGA 
GTCAGCTCGC ATGGAAGAGG GCAGTCTGCT TCCCATTAAT GGATGTGAAT CCCCATATGA 
ACATGGTGAT TTGGGCGGCA TCTGTAGAAA TCACAGGCGT CGATGCGGTG TTCCAACCGG 
CCATCCCTCG TGATTTCCGC TACTACCCTA ATGTTGTGGC TAAGAACATC GGAAGGATOl 



ApaLi — ~ 

GAAAGCTGTA AktGTGCAdC CATCAGAGAC CTGCGACAAT GCCCCAAGCA GACACCACCT 

r T\ ^ E I s 



GGCAGTCGGA GCCACCGGGT CACTCCTTGT CTTAA/ TAAG 



AAAA/j C 



CTIAG GGATAAAG 



Fig. 3 
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NP P 



M 
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primers M-1 and M-2 



Stu\ XcrrA 

V— 



M gene 



Stu\ Xcm\ ZcoRV 



L 



ApaU EcoRV ApaU 



PCR product 



StiA,XcrrA^ digestion 

StiA Xcm\ 
-k"} T 



M defect type (dM) 



M gene 



Q HV A pa 



EA linker 



EccRVjApaU digestion 
EcoRV ApaU 



M deletion type (dMEA) 



D 



Bsgl 



WT nucleotide sequence CAG GAA CTC TTA AAG Get TGC A(!c GAT CTC 371 
dM nucleotide sequence ••• ••• «AA ••• ••• 

WT amino acid sequence Gin Glu Leu Leu Lys Ala Cys Thr Asp Leu 110 
dM amino acid sequence ••• •♦• ♦•• •♦• ••• Ter 



E . 
EA linker 

EcoRV 

GGC pATATC 
CCG TTA TAG 



ApaU 

TAT AGATTC CCT AAG TTC TCA TAG TAG ATG TGC ACt GGC A 
ATA TCT AAG GGA TTC AAG AGT ATC ATC TA: ACG TG ; CCG T 
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Fig. 4 




PUC18/T7(+)HVJRz pHSG396 

Clal digestion^Y^" C,al digestion 
extraction from gel "b,^, dephosphorylation 




P HSG396-dA pHSG-dA-M-BH 
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Fig. 5 



o 



pCR2 



EA linker F 
EA finker R 
annealing 

-ligation 




pCR-EAt 



ApaU 





ApaU+EcoRI digesfion 
extraction from gel 



BamHI 



ApaU+EcoRI digestion 
xcmi dephosphorylation 

Sttd 




PHSG396 



EcoflV 



EcoW 

pHSG-dA-M-BE 

EcoRI digestion 
blunting 
seff-ligation 

BamHI digestion 
Apau blunting 
setf-ligation 





BarnHI+EcoRI digestion 
extraction from gel 



ApaU 



pHSG-dE-dB 




Clal digestion BamHI+EcoRI digestion^ 

dephosphorylation ^f 0 * 10 " from gel 
* dephosphorylation 



ApaU 




EcoW 



Oil 



BamHI 



€coM 

pHSG-dE-dB-dM-CC 



•PUC18/T7<+)HVJR2 



Clal digestion 
extraction from gel 
dephosphorylation 




pHVJ-dMEA 
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Fig. 6 




pHVJ-dM 



Fig. 7 
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Fig. 8 



WT 



dM 



dMEA 
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M defect type 
virus-infected cell 
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